.•NOV. 1 1.2005 5:55PM 



FOLEY 8587926773 



NO. 376 1 P. 10/25 



In re application of 
GregoiyM Fahy 



Atty. Dkt No. 074066-0105 
(21CMU00-2) 



Application No.: 09/916,032 
Page 3 of 17 

Amendments to the ClaimsyLtsting of the Claims: 

Please amend claims 19, 31, 32 and 34 and cancel claim 33 as follows. This listing of 
claims will replace all prior versions, and listings, of claims in the appUcation: 

1.-18. (Cancelled) 

19. (Currently amended) A method for reducing or eliminating cooling injury in a living 
system, comprising: 

preparing a preservation medium having a tonicity which is suflBciently hypertonic to 
minimize cooling injury, wherein said preservation medium comprises a carrier solution and at 
least one cryoprotective agent which is sufficient in concentration to prevent freezing at a 
predetermined temperature below approximately 0®C; 

adding said preservation medium to the living system; and 
coolii^ the living system to said predeteraoined temperatur e, thereby reducing or 
eliminating cooling injury in the living system . 

20. (Previously presented) The method of Claim 19, wherein the tonicity is from I to 4 
times isotonic, 

21 . (Previously presented) The method of Claim 19, wherein the tonicity is from 1 ,1 to 
2.7 times isotonic. 

22. (Previously presented) The method of Claim 1 9, wherein the tonicity is from h I to 2 
times isotonic. 

23. (Previously presented) The method of Claim 19, wherein the tonicity is from 1,1 to 
1 .5 times isotonic. 

24. (Previously presented) The method of Claim 19, wherein the tonicity is from 1 .2 to 
1 .5 times isotonic. 
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25. (Previotisly presented) The method of Claim 19, wherein the tonicity of the 
preservation medium is increased by increasing the concentration of said carrier solution. 

26. (Previously presented) The method of Qaim 25, wherein the tonicity of the carrier 
solution is raised simultaneously with an increase in concentration of said cryoprotective agent. 

27. (Previously presented) The method of Claim 26, wherein the tonicity of the carrier 
solution is increased hy a proportion which is approximately equal to the proportional increase in 
the concentration of said cryoprotective agent. 

28. (Previously presented) The method of Claim 27, further comprising reducing the 
tonicity of the preservation medium to isotonic while the concentration of said cryoprotective 
agent is diluted in similar proportion to the dilution of the carrier solution. 

29. (Withdrawn) A method for the rapid addition ofat least one cryoprotective agent to 
a cell or tissue or organ, comprising: 

adding a first amount of said cryoprotective agent to a carrier solution to produce a 
preservation medium under isotonic conditions; and 

in one step, adding a second amount of said cryoprotective agent to produce a final 
amount of said cryoprotective agent and simultaneously increasing the concentration of the 
carrier solution such that the tonicity of the preservation medium is increased from isotonic to 
hypertonic, wherein the tonicity of the preservation medium increases by a proportion which is 
approximately eqxial to the proportional increase in the concentration of said cryoprotective agent 
attributable to the addition of the second amount of said cryoprotective agent to the first amount 
of said cryoprotective agent. 

30. (Withdrawn) The method of Claim 29, wherein the said final amount of said 
cryoprotective agent is rapidly removed by the simultaneous dilution of said cryoprotective agent 
and said carrier solution, and wherein the dilution is performed such that the relative 
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concentration of the said final amount of cryoprotective agent and said carrier solution remains 
approximately the same. 

3L (Cuirently amended) A mefliod for reducing or eliminating cooling injury in a living 
system^ comprising: 

preparing a preservation medium having a tonicity which is sufficiently hypertonic to 
minimize cooling injury, wherein said prraervation medium comprises a carrier solution, at least 
one cryoprotective agent, and at least one antinuclcating p olymer, wherein said cryoprotective 
agent and said ontinuclc g^ng-polymer are sufficient in concentration to prevent freezing at a 
predetermined temperature below approximately 0°C; 

adding said preservation mediimi to the living system; and 
cooling the living system to said predetemained temperatur e^ thereby reducing or 
elimtnattag coolitig iaiurv to the living system . 

32. (Currently amended) ThemethodofClaimSl, wherein the at least one 
ontinaclc aaag polymer is selected from the group consisting of polyglycerol, polyvinyl alcohol- 
polyvinyl acetate copolymer, polyytnyl pyrrolidone, polvetfavlene glycol, and [[a]] mixtures 
thereof. 

33. (Cancelled) 

34. (Currently amended) The ffell method of claim 32 33 for reducing or eliminating 
cooling injury in a livin g-s )T s tom^ eompri s mgi 

preparing n preservation mcdinm having a tonicit)^ whlch - i s-s nfRcicnt hypertonic to 
minimize cooling ia jwyy wherein said prc s crvotioii moditim comprises a carrier solution, at 
lea s t one cryoprotective agent, and polyethylene gLycolj s aid polyethylene glycol has a 
having a mean molecular mass of approxunately 1000 daltons , wherien said cryoprotectiv e 
agent and polyethylen e glycol arc sufficient inH>oticcntration to prevent freezing at a 
prodctormined temp e rature below approxkn a tcly - O^C; 
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adding sotd presentation mcdinm to the living yy s tcin; and 
cooling the living s ystem to s old prcdetcrminod tompcrature . 

35. (Previously presented) The method of Claim 19, wherein said at least one 
ciyoprotective agent comprises dhnethyl sulfoxide, formamide, and ethylene glycol. 

36. (Previously presented) The method of Claim 19, wherein said at least one 
cryoprotective agent comprises dimethyl sulfoxide, formamide, and ethylene glycol, 
polyglycerol, and polyvinyl alcohol-polyvinyl acetate copolymer, and wherein the combination of 
polyglycerol and polyvinyl alcohol-polyviiayl acetate copolymer is at a total concentration of 0.1 
to 0.7 times isotonic. 

37. (Previously presented) The method of Claim 35, wherein the said cryoprotective 
agent further comprises acetoL 

38. (Withdrawn) A method for reducing or preventing cooling injury in a living system, 
comprising: 

preparing a first protective solution by adjusting the hypertonicity of the solution to be 
within a first tonicity range for minimizing cooling injury within a first predetermined 
temperature range; 

preparing a second protective solution by adjusting the hypertonicity of the solution to be 
within a second tonicity range for minimizing cooling injury within a second predetennined 
temperature raxxge; 

contacting the living system with said first protective solution; 

cooling the living system to a temperature within said first temperature range; 

contacting the living system with said second protective solution; 

cooling the Uving system to a temperature within said second temperature range. 
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39. (Withdrawn) The method of Claim 38, wherein said first protective solution has a 
hypertonicity lower than the hypertonicity of said second protective solution. 

40. (Withdrawn) The method of Claim 38, wherein said first protective solution contains 
at least one antinucleating polymer. 

41. (Withdrawn) The method of Claim 38, wherein said second protective solution 
contains at least one antinucleating polymer. 

42. (Withdrawn) The method of Claim 38, wherein said first protective solution contains 
polyvinyl pynrolidone having a mean molecular mass of approximately 5000 daltons. 

43. (Withdrawn) The method of Claim 38, wheiein said second protective solution 
contains polyvinyl pyrrolidone having a mean molecular mass of approximately 5000 daltons. 

44. (Withdrawn) The method of Claim 38, wherein said first protective solution contains 
polyethylene glycol having a mean molecular mass of approximately 1000 daltons. 

45. (Withdrawn) The method ofClaim 38, wherein said second protective solution 
contains polyethylene glycol having a mean molecular mass of approximately 1000 daltons. 
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